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To assess the impact of lifetime exposure to flavored e-vapor aerosol compared with 3R4F cigarette smoke (CS), A/Jd 2, Tumor classification using a 13-gene signature indicates no 3. Genetic profiles of lung tumors from e-vapor-exposed 4. DNA methylation patterns are less affected by e-vapor exposure than by CS exposure
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Figure 1. Schematic overview of study design. Proportion
To maintain a minimum number of mice for terminal dissection, the male mice were dissected beginning month 17, while female Figure 4. Estimates of similarity between lung tumors based on Mahalanobis Figure 5. Relative proportion of the six mutation types in lung Figure 6. Lung parenchyma DNA methylation profiles at promoter (upper panel) or putative enhancer loci (lower panel). Volcano
mice were dissected beginning month 18 of the study. PG: propylene glycol; VG, vegetable glycerol; N, nicotine; F-X, flavor- : . o . . : : : : - : . .
(concentration): L, low: M, medium: H, high: ND, not done. distance. As an estimate of similarity between lung tumors, the Mahalanobis distance between tumors. Proportions of each of the six mutation types (C—A, C—G, C—T, T—A, plo_ts representing the amplitude and significance of meth_ylatlo_n changes at promoters and putatlve enhancer loci _|n lung parenchyma b_etvv_e_en the
Lo L T lung tumors in Sham animals and those in each test condition was calculated based on a 13-gene T—C, T—G, indicated by different colors, see legend) for each tumor sample are indicated exposure group and the Sham group. Methylation difference (exposure — control) is plotted on the x-axis and the statistical significance,
At the interim and terminal dissection time points, nasal epithelial, laryngeal, and lung* tissues were collected for signature derived from an interaction analysis of gene expression data from a previous A/J study shown as stacked bar chart. Tumor samples are indicated by their study group proportional to the —/og10 of the FDR p-value, is plotted on the y-axis. Red and green dots indicate hyper- and hypomethylated loci, respectively, relative
transcriptomics analysis using Affymetrix microarrays, untargeted proteomics analysis using an iTRAQ®-based (E-MTAB-1871). Results are presented as mean + standard error of the mean (SEM). N = 6-16. designation (designated by colored symbols) and sample ID listed on the right to tht(_% ShEmXQF?IUp- The Compta”ts_»on f?_f TaChGXDOSClIJ_fe gfaUFi)]_IShlngg;tefd Ion ;C_)IO of each It3|0t- N = 6-16. PG, propylene glycol; VG, vegetable glycerol; N,
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guantitative approach, and whole genome sequencing analyses. Data presented here are from the terminal dissection p < 0.001; ns..not significant. PG,_propern_e glycol; VG, vegetable glycerol; N, nicotine; F(-X), side. Th_e dendrogram on the left reflects_, th_e clusterlng of the_ samples based on cotine; F(-X), flavor(-concentration); L, low; M, medium; H, high; , 1alse discovery rate
time point, except for the tumor classification results (inclusive of all time points) flavor(-concentration); L, low; M, medium; H, high. the relative proportion of each base substitution type displayed in the bar chart.
* Note: Laser-capture microdissection (LCM) was used to specifically collect lung parenchymal or tumor tissue from each left lung under
the guidance of the Study Pathologist. 4. High flavor concentrations in e-vapor have a bigger impact on nasal than on laryngeal epithelium
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propylene glycol; VG, vegetable glycerol; N, nicotine; F(-X), flavor(-concentration); L, low; M, indicate how similar the underlying Figure 7: Gene (to anel) and protein (middle panel) expression profiles in nasal Tissue repair (TRA) products in tobacco harm reduction.
medium; H, high; FDR, false discovery rate. network perturbations are with respect to 9 ' P D P P P P

epithelium, and gene expression profile in larynx (bottom panel).
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